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(54) ANTIBODY AGAINST GP130 PROTEIN 

(57)Abstract: 

PURPOSE: To enable to prepare the subject antibody useful as a diagnostic or treating agent 
by culturing a hybridoma originated from a mammarian cell immunized with a gp130 protein 
antigen relating with the signal transmission of human interleukin-6 (IL-6). 

CONSTITUTION: A mouse, etc., is immunized with an animal cell (e.g. human IL-6) receptor or 
myeloma cell strain U266 producing the gp130 protein) as an immunogen, and the splenic cell of 
the immunized mouse, etc., is fused with a myeloma cell to prepare a fused cell (A). A strain 
recognizing the gp130 protein is cloned from the cell A to provide a hybridoma (B). The strain B 
is cultured and the supernatant of the cultured solution is subjected to a separation treatment 
to provide a gp130 protein-resistant antibody which combines with the IL-6 receptor in the 
presence of IL-6 but does not combine with the IL-6 receptor in the absence of the IL-6 and 
which exhibits an apparent molecular weight of 130kDa by a SDS-polycrylamide gel 
electrophoretic method and combines specifically with the gp130 protein. 



http://www19.ipdLinpit.gojp/PA1/result/detail/main/wAAAFjaavaDA403219894P... 2010/09/29 



<0>Int.CI.' 

C 12 P 21/08 
C 12 N 5/20 
15/06 
// A 61 K 39/395 

G 01 N 33/53 



(C 12 P 
C 12 R 



33/577 
21/08 
1:91) 



® a * m &nf? cjp) 

82I4-4B 



D 8829-4 C 

U 8829-4C 

D 7906-2 G 

P 7906-2 G 

B 9015-2G 



® if * a si & m 
^3-219894 

@£-BB ¥*3*P(1991)9J!27a 



7236-4B C 12 N 5/00 B 
8717-4B 15/00 C 

*fg* 12 (^7S) 



®tt Si ¥2-15090 

SI ¥2(1990) 1/^263 

S$SfH9*J KM 

H| ^ » # £L = *RW»BB#m+»IBr3TB S.#31* 

@tb KB A J* * & = ^tIKWSffl»rS c f , »iHr3TB 5#31^- 

®tt a A *a± * * M 3*4* 



9! « » 

1. »^<0*«: 

Z *|ftt*®lIH 

g> fit 

3. fc h -f y ^ — v-i + y- SOffi- 

5. th-fy^— a>f + X- 6© £/ A/ ft it 



y ^ - a 4 * y - 6 Us - itt^L* Iff 
a AH277 «t*T**„ 5 KiB*<2>ffi*, 

8. Sff#« 2 C82W©*/^n-^jHK#E^^ 
KH^t« BPl3O£e*0tW*C J: *3 

gpi3o*G**ig«*r o 

C*6^**l*: $> 5 . tff**9£& 



— 639 — 



^ — a 4 * y- 6 <D f + * CP130 

12. bhW^^-a-f + y- eO^^-f^te* 

&&j8ttt.. ©rwi^A^m «Pi3oaa*^ taar 

*&9ltt t h -f y ? - a * y - 6 (J^T r IL 
-6j iHt) 



?IBfl¥3-2ia8ni(2) 

IK Ann. Rev. I.nunol. , 6. p485 . 1 988 ^ £ ffi ) . 

H3i fttcfc o«»f &m&±<t> 

J0U 1L- 6 <fc JxT^S (J. 

Exp. Wed., 196, p967. 1987* £ |g ) . $ fe h IL 

- 6 U-fe r * -©cDNJI*<Ujt* totJ;0*«**L. 

— tlTt> * (Science, 241. 825, 
1988* . Mj&iZtC *) . It-6 l/tr^-CD 

* 6 c*SS9!#tt, iL-6o->/t;Hcil*:lS! 
4t« gplSOSF 6 *t * 6 « * •»» M 

JifcStfJkT x - 200230^ Sfl »» # 

33) . HI 5. C <S «pl30»GKtt. IL - 6 



#^T-ei*u- 6 r ^ -ife^-ti-r. SDS/ 

PACBK:*?^T l30kDa<Z> »t®^^l*f t45f 

a*?*>*. * lt il- 6 *<n- 6 r ^ 

Or. * £C*fi&]«Jt:<Z>3fiK*C2feS sp1309F3 

t>MS?-ca*. u*l**<*. «pi3ogea<o& 

w otou afe^o * a - - ^ ^® a 
«:«: gpuosf ea^iflntcQmr* a gpi3os 

fiSla«tCDWa^S^ IL-6 nrr 

* - £ gpi3oge»©^^$tft^^cffiik-r * * 



J 9 n«^^ffi*«<l»|»i Jl4lfct\ IL-6(D*«5 

:n$-?nco ipi3oar&ir* 

^/HE^i:|S54t5^fflftjtift5 gpl30Sfi 

ft : 

(2) SDS-*'J7^ ') 5 ry^tsi* 



-640- 



M4t* gpl30»G *£#JI*>Cfctt|-f- * *>©T? 

c ftic y ^> n /t'15t{*&o f # y ^ a 
itttft hl-6 u-tr^-at^ gpi3o«eir 



» BB ¥3-213894 (3) 
x a — vtt8&**U266. xtt gplSOX&K $ => — K 

r * d n Atcj; *> ji*?e±ia»u 

Ctf>»«ttBStttt. ton 
«9it:*5iri^ «Pt30»6frco*6<^35:^^ 

gpI30»&WCJ11-4ffi*« if 

^«ra*a*k:ii^$^ % ft:*. gpi3oga»* 

*) mm&M1h*P<D gpl30SGK*Jl#JLfc» 



*C£*>-?S«. £6fcwtt. JSSft&lC gpI30SB 
i IT, ft^^^'J K--^£SHK-f* «> CD $fe 



— 641 — 



V 



ffl T <r> . 

^$ft»t2g^-Cs $fe«*£LT. t b 8P130 

kMi a - ^»Ba«U266©«al» 3 X10 1 fH * 
1 w/alOlL- 6 <t37T T?30^WKS&* ® 
»B&JtK:#?9E*" * IL- 6 L" -fe ~T * — <k gpl30»6 

-6Hrr^-/ gpl30«6* J t «*2> 



HUB 5p 3-219834 C4) 

-^7 $ y ^ v 7 r - (pH7. 4 ) . 0. 15 M NaCU 

l bN P APHSP<*n3fc*tai»> TPJiStebfc. 

i -i86oi6^9iia*#ra> *tftc«£^ 

^yi) 001 ■* ©7" a <r -f G -fc 7 



»S/^*i yT$*l85«« LfcU266tt«l 1 X 10* 
fHCl»/jrf<Zm-6«:37-C -C30^Pi9SiC$ * * 
t*. Wit©m8!ft#t*d"te 7 r n - * 4 B T J "S 
«»U- 6 Ix-fc r ^ — / gpl30ffie*«^** T 

G-fe7ra-:*Tillfr®;frffiTft&it»3-*. 
SDS/PAGE*;*- f7^i-^57-*--C»8fUft. 

d <z> gpisoi^stt^tt^-r * fit** ft £ 

AM277 * Z i'it*. 

COAH277 «pl30«e* 

U266WK 3 xlO T fla*?Bi£© 1 H *J * b ~ V W 
fc * V r o - * 4 B KRH277 fft # £ K t£ o T 



i,; # u-f V v a v- 4 y G*k 7 r a — 

yiU266lBR5 1 1 «/«lOIL— 6 *37XT 

-C3Q#IUIRJ&;* fJM©A«277 »t*tt^-fe 

7ra-X4BT. "Sltt gpl30aSK*«» 

lff(D^«-7jbfitt«H, SDS/PAGE b 



-642- 



tfAW277 tt. X*««Ka*WX3t««W5g^rK: 
* n-^ix»XI9Fffl*flI1194 * (PBRrt P- 11194 ) 

&^eaiwa*9iiii95 (perm p-11195) 

AM64ift{*ftCf AW277 ft # *< gpl 30£ & * * # J* 

fcffcfc. AA64iftttXttAM277 tfL#?fc£fcfc»L. 
SDS/PAGB. * - hv'>*t^77^-$lT^fc. 

AM64ffiac&.tfA«277 ffi(*A< gpl30ff 

m*mi\r. AM64*H:«t*< 4P i3osra *©iHte#«i 

fli£tZ>U266ttl*£AHB4£#£tB£U. fclfc&i: 
© «pl305B«C»£ L*AH64ffi#*&5fc (PITC) 



»BB¥ 3-2198U4 (5) 

anti-.Tg) TififtSk&Lrf:. 

*2E5tt, AH64ffifc*<U266*lBac3t£;* ttT H 
* gpl30«QWcD»K5^^^Ctt^r -6 C 

r« hps. si2B[£*t*?« n ttu226»«j ^ahs4 

«KWii<C>S^L/cA(f64fit 
*€ffJifi®PITC anti nig "C & ft & ft L fc I* © IS 

. *3ta©*©*nH**r 

*) . Z ©ISJ&v AM64Ut**« gpl3093«OlBR9^ 

gg»W3. AH64tttt©afflfflte*< g pl3Qg^gO 

IL- 6 U*:T* -£©£rarttfl>Tft* 

ntow 2 1 mmojjmzm **t„ AH64tftt*©ta 

Sttiiti^ gpl30»Btt© IL- 6 t/*r^-i©6 
BPS. U266»fa*lL- 6 rjfilt, WflffllSJ: 

©iL-6 utr^-t g P i30«a»i <* * 

A»64m#* $ ffii£©PiTC 
anti-»I g T!#3fcSfefe Lfc. *©**©ttte©a*3fc§* 



sc* * 2 at t Lr*t. c © 1 £ n <t Jt«*r 

AH64l£(*© *pl30«e Jt^©*S^*<IL- 6 
©MatrcJ;** i/tr^-i ip130SF 

AM64iftfr4<IL- 6 C J: *) n-6 IL- 

6U"fe7-^-£ g P 130gF 6* <fc ©&£-*&« L ^ 

8i8bfcU266ftrfti*IB«t:A>l64flt#£lL- 6 * PI 
if can*. * C i c «* 9 . IL- 6 ©ff &T"C0266*ffl 
&±© gp!305e«^cDi* ^K-?0>THA64K#<fc 
&IH§&Jl©IL- 6 U-fcrr^-i*«^-t*-LJO/i. 

3*. SOS/PAGBT»0r L * . *©*£«* S9 3 El 
Cl/-y2HTir. ffitt*©3l»*AM64iK#© 

V I Kliftr^T Iil30k0a&0t80k0a © (4 X © PI 
2fiC/<y K 3><«fc Ch *U C©C£«: gpl30£&ST 

(#**80kDa> (i^rnt) >»■ r *? ti 



:nc3WLt, U- V 2 C****T til30kDa 

© £ £ l*IL - 6 U-fe 7"* — *80kDa) (4HT18 

ffittC* 9 « AH64tft*©#£C* 9 

gpi3oaeit^iL- 6 nr-r^-i©^^^(a* 

P3«!©»tt*AM277 ffl#KO^T«f « -> fc. * 
©$S*tt9l3ElK:u — y3iLT,if. ^ ©ISM. 
AH277 !S(^W:iL- 6 u*r^-i, gpl30SB» 

t»W4. An64ffL»3tlML- 6 Oiffi^Egf^ 

£ ©stta 

S.Shialzo ft -5 IL- 6 ttcffte© t h 

TttlS Sfil3»*l5KT- 3 ©i8*&tt«l (Blood. 72(5). 
pl826,1988^) CC«fc-,T. AH64!S(*:3b< IL - 6 © » 

©KT- 3 IBBS^IL- 6 (50pg/«4) fifST7, 5 
X10* •Btt/"*CT72l»|fi|S»* L fc. Z©I*AI164 
K**40«/«e©«aCT^JtlDbfc. ifi*©»»24 



— 643 — 



i*fiffc "h - *■ * s> y (0.5 i/Ci) * as JUL,, * 

AH64ffi#C*xTAH277 fit * * * JtJIT L . B 
» 4 latent" it *J T * 4 . C 

©tsiR. m77 »t«t*<rL- 6 ^ <&kt- 3 aea© 

*lll*r*C-S:a&*«lfi$n3fe. 

SEC T.HIrano£<D;#ffi£ SKW6-CL4IB IS t* 

(Froc.Natl. Acad.Scl. USA, 82, p5490. 1985^ ) tC 

il- 6 (2oop g /«« ) #«t-?, 5xio 4 mm/* 

277 Kfr* 5 «r/««©«J3CTl§#«^aSttlLfe. 
AH277 l*= Jt^ I L — 6 K J; « SKHS-CL4<Hlte«E^ £ © 



»Gfl¥3-219894(6) 

I g Mftflt££€&Wbfc^©CttU. AH64ffi* 

ML - 6 U*T*-*B!f84C&9lLT^ 

H¥ 1 -9774*3 9) *l T * pBSF2R . 

236 &tfpSV2neo * ^ X T W © *CTLL-2 (ATCC, 
TIB214) Cftfe-CSIAU. 6-418 *l^ijfilO 
#fct?X * 'J — ~ ttfctt^lL- 6 

r^-«««i*fc^ t*j30.000«»51UT^ 4*€ 
&&l*jaT<&f*KiT fc. RPHI1640*J8^*« 

L *:CTBC3 C57BL6^ lEftteO 1 X10 1 

ttS&ffi* 1 iSfBTtC 1 S I? St 6 @. KKfteftSl* 



LTCO $ x a — -7ttftXP3Ul£* * 7 x ^ U v ? 

* * 7 — ^ y >TI41^T©Wti ff-* fc. 1L- 6 U 
Hr -IfcteO fc h TWW«sJU8KAT<ATCC, CRL 
8163) C pBSF2R. 236 £pSV2neo **tffi-C*A^x 
X £ 7 >^<D*«. IL- 6 W-fe r * -*»§S 

ftfc *j#jioo.ooo ffl*9iL-r wat** c 

*l£HJBC8 t^,r>\fft. NP40T PlrSflS LfcJUBC8 
£t2ttC NP40T Pl?S^L^JUBKAT^lg5llL«^ 

10B40^(PER« P- 10840) <t L T*ft* tl 

gpi30£e»***J*ttKi2 



sir * * y * a -*/H)t* a. mmmt 

»*<t t « r * h -5 «pi3oseir©»ttjr*Jw&f 
4. isiffiotim^KP 

i/^y F-raJt8{ta. AK64ta*XttAH277 fflL*-? 
^ffittl^L. SDS/ PAGER ^ - h$5'*/57 

pitch aitt"^ nuy^o^'j >ffi[*T«3feS* 



— 644 — 



«BB¥3-2m80<l(7) 



TM» L ( X 1 ) . AH64fa##£TKIL- 6 
•C!W»U ( y 2 ) . $ ttAM277 in###T 

*4®t*. TL- 6 €¥T- 3 WiSCOiiJiCW 
*-*An64tft*fi.tf AH277 fit * © @ * * ^ * . 

5&5Eltt. IL — 6 tC J; -5 SXW6-CL43B B9 is* h Q> \ 
Z MlilC^t €A«64iafc&tf AM277 tft © flfl W 



l30kDa - 



80k Dc - 



AM AM 
U 6 277 



# 1 S( 




1 2 5 10 
JtMSBJT 



# 2 BJ 



130k0o 



80kDo 



4? 3 a 



o 



e 

Q- 1 



Med AM AM 
277 64 



3. 



2 



Med AM AM 
277 64 



M 5 ^ 



— 645- 



nmW- 3-2 1 9 8 94 

i&nmu nmmm i 7*©2o«e«:j:*fijE©»t8 

C»!f B ] 10^( 1 99 8) 9^80 

*WF3— 2 1 9 8 9 4 
¥^3^ (19 9 1) 9A270 
[^a#«] &H»iMi*3-2 1 9 9 
[&m&^] WBPF2-1 5 0 9 0 
[HBR»«F4MB»6JK] 

C12P 21/03 
C07K 14/47 

16/18 
C12N 5/10 

15/02 
// A61K 39/395 

[F I ] 

C12P 21/08 
C07K 14/47 
16/18 

A61K 39/395 D 
U 

C12N 15/00 C 
5/00 B 



f « ffl iE 



»*ffR* ft # « Jt H 

t. 



AM AM 

64 277 



¥■618** 1 2£ ft B 



l30kDo 



801<Da - 



as * * a 



1 « w A 

»Wt*fr«»*«»r «» 03 5470 1800 

ft* #*± <T T5D5 a 
4. WiE<t>*t*t •■'■'* 
lit ^«»<0 «>« 

i2> 19 qS 

<1XD W«BK4HSat?N. J * 'IBS j dfrliE t*f- 

© [SIW16H* 2 Tr§s r»«J €- 'JtSlJ tctfiELtl-. 

g) Pl3117lt»IOrf 9. rKAB4tXt*J 4- rM£4tnf*J ICftSIT. L±^ 0 

* r. 



# 1 ® 



6 - 



E 
a. 

- 3 



Med AM AM 
277 64 



-ffl i- 



